myo-lnositol is an optically inactive isomer of the hexose inositol [I]. Of the nine inositol isomers, it is considered to be the most common in nature [2].
format we showed a linear relationship between inositol concentrations in the range 0.02-0.10 pmoles and absorbance at 340 nm.
Fluorimetric assays for myo-inositol were developed which coupled the oxidatiodreduction of NAD' to production of malate from oxaloacetate [4, 5] . Alternatively, in the previous assay [3] DClP was replaced by resazurin which forms the fluorescent product resorufin [6] , increasing the sensitivity of the assay from pmole to pmole range. availability of NAD' to inositol dehydrogenase (IDH) and subsequently of NADH to diaphorase (Fig. I independently, it was found that the addition of HCI at the midpoint did not yield a fluorescent product. It was therefore decided to dispense with this step and utilise a constant pH (8.0) throughout the assay as both enzymes were found to have reasonable activity at this pH.
All assay components are available from Sigma. To maintain low background fluorescence the resazurin was purified [6], extracted into 50 mM phosphate buffer, pH 8.0 (assay buffer) for quantification and freeze dried in aliquots designed to yield a concentration of 20 pM upon re-suspension. These aliquots are stored at -70 C until required and under these conditions the resazurin seems to have an indefinite shelf life.
Inositol dehydrogenase is stored at 5 unitdm1 of 10 mM phosphate buffer (pH 6.8) and Diaphorase at 10 units/ml of 20 mM phosphate buffer (pH 6.8) at -70 C. NAD' is prepared as a 0. IM solution in carbonate buffer, pH 9.0. Standards of 10,25,50, 100, 150 and 200 pmole/50 pL in assay buffer are prepared. A 10 pL solution consisting of NAD' and the dehydrogenase (1 : 1) is added, and incubated at 25OC for 15 minutes. Then a solution consisting of 20 pM resazurin and the diaphorase (2:l) is added, and incubated in the dark at 25°C for 30 minutes. Finally, 920 pL of 0.1 M Tris-HCI buffer at pH 9.0 is added and the relative fluorescence is read at 565 nm emission and 585 nm excitation wavelengths.
It was observed that while both steps of the assay worked A typical standard curve is illustrated below (Fig. 2) , overlaid on a curve obtained when, utilising the addition of 0.8 N HCI [6]. This assay was used to determine the concentration of myoinositol in rat liver. Tissue samples taken for assay were extracted as described [6] and myo-inositol was eluted on a Dowex 50W anion-exchange column which was washed through with ammonium formate (2 M) followed by 100 ml of Millipore water to remove traces of ammonium remaining which can interfere with the IDH activity [9] . The eluted samples were lyophilised and stored at -70 C. The samples were re-suspended in assay buffer and two 100 pL aliquots were used in the assay which includes blanks and internal standards. One was diluted (1 :2) in assay buffer (sample); 200 p1 of inositol solution was added to the other (internal standard). (Table  1) . The results obtained compare well with those previously published and we plan to use this assay to determine the myoinositol concentrations in a range of murine tissues.
